Background: Multiple studies of ovarian cancer and genital talc use have led only to consensus about possible carcinogenicity. Seeking greater clarity, we examined this association in 2,041 cases with epithelial ovarian cancer and 2,100 age-and-residence-matched controls. Methods: We defined genital talc use as regular application to the genital/rectal area directly, on sanitary napkins, tampons, or underwear. to estimate "talc-years," we multiplied applications per year by years used. Unconditional logistic regression, Wald statistics, likelihood-ratio tests, and polytomous logistic regression were used to calculate adjusted odds ratios (Or) and 95% confidence intervals (ci), trends, effect-modification, and heterogeneity by ovarian cancer histologic subtype. Results: Overall, genital talc use was associated with an Or (95% ci) of 1.33 (1.16, 1.52), with a trend for increasing risk by talcyears. Women who used talc were more likely to be older, heavier, asthma sufferers, and regular analgesic users-none of which was a confounder. Dose-responses were more apparent for premenopausal women, especially nonsmokers and those heavier or postmenopausal users of menopausal hormones (hormone therapy [Ht]). Subtypes of ovarian cancer more likely to be associated with talc included invasive serous and endometrioid tumors and borderline serous and mucinous tumors. Premenopausal women and postmenopausal Ht users with these subtypes who had accumulated >24 talc-years had Ors (95% ci) of 2.33 (1.32, 4.12) and 2.57 (1.51, 4.36), respectively.
I
n the 1960s, a link between talc and ovarian cancer was suggested by observations that some talc powders contained asbestos 1 and that asbestos placed intraperitoneally in animals transformed the single layer of the ovarian surface to a multilayered one with abnormal cells.
2 a 1971 study found particles compatible with talc in human ovarian and uterine cancers. 3 a 1982 case-control study was the first to link genital talc use with ovarian cancer. 4 Dozens more followed confirming the association including some larger ones cited here. [5] [6] [7] [8] [9] [10] [11] [12] [13] the most recent meta-analysis reported a summary odds ratio (Or) and 95% confidence interval (ci) of 1.35 (1.26, 1.46). 14 in 2006, the international agency for research on cancer declared that talc used genitally is possibly carcinogenic. 15 However, a study with null results from the Women's Health initiative (WHi) 16 and accompanying editorial 17 cast new skepticism on the association. Here, we present data from combined phases of a case-control study of ovarian cancer involving more than 4,000 women to provide fresh perspectives on this association.
METHODS

Study Population
Data come from three enrollment phases: 1 (1992-1997) , 2 (1998-2002) , and 3 (2003-2008 ). articles we previously published related to talc include a detailed report from phase 1, 7 data from phases 1 and 2 combined with nurses' Health Study data, 18 and phases 1-3 data combined with data from several participants in the Ovarian cancer association consortium (Ocac). 19 this is the first detailed examination of talc data from the combined phases of our study. Details regarding enrollment are described elsewhere. 20 in brief, 3,957 women residing in eastern Massachusetts and new Hampshire diagnosed with ovarian cancer between ages 18 and 80 were identified through tumor boards and registries.
Exposure Assessment
Subjects were personally interviewed about potential ovarian cancer risk factors that occurred more than 1 year before diagnosis, for cases, and interview, for controls. Subjects were asked whether they "regularly" or "at least monthly" applied powder to the genital or rectal area, sanitary napkins or tampons, underwear, or areas other than the genital-rectal area. additional details included type of powder, age begun, years used, and applications per month. lifetime exposure was estimated by multiplying frequency of applications per month by months used. this was divided by 360 (i.e., daily use coded as 30/month) to yield talc-years. to create categorical variables for talc-years, we chose cut points based on quartiles for exposed controls and rounded to the nearest integer. in addition, we asked participants if their partners dusted or sprayed powder to their genital or rectal areas. condom and diaphragm use as potential sources of talc exposure were also recorded.
We calculated ovulatory cycles by subtracting age at menarche from age at last period, reduced this by time spent pregnant, breastfeeding, or using oral contraceptives, and dividing the remainder by each woman's average cycle length. Family history was defined as a mother or sister with ovarian or premenopausal breast cancer. Women who reported postmenopausal hormone use were classified as hormone therapy (Ht) users and type(s) of Ht was recorded. Participants completed a food-frequency questionnaire 22 from which grams of alcohol consumed per day were estimated.
Statistical Methods
Unconditional logistic regression was used to model the Or and 95% ci adjusted first for matching factors (age, study center, and phase) and then fully by potential confounders. likelihood ratio tests comparing models with and without interaction terms were used to test for effect modification. tests for trend were based on the Wald statistic using continuous variables weighted by category midpoints with zero assigned as the exposure for nonusers. Polytomous logistic regression was used to simultaneously estimate separate Ors and 95% cis for genital talc use by histologic subtypes. likelihood-ratio tests were used to calculate P values for heterogeneity by comparing polytomous logistic regression models in which the talc association was held constant over case subgroups to models that allowed the association to differ between case subgroups. 23 analyses were performed using SaS v9.3 (SaS institute, cary, nc) and polytomous logistic regression analyses were performed in Stata (Statacorp lP, college Station, tX). Sensitivity analyses to assess the influence of exposure misclassification were performed with excel using quantitative analysis methods described previously.
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Ethical Approval
institutional review boards approved the study. all participants provided written informed consent.
RESULTS
genital use of talc, either alone or in combination with body use, was associated with elevated epithelial ovarian cancer risk (table 1) . among women with no personal use, there was no increased risk with potential exposure from diaphragms, condoms, or partner use. therefore, only those with personal genital talc exposure were classified as ever-users. genital talc use was associated with an Or (95% ci) of 1.33 (1.16, 1.52) adjusted only for age, study center, and phase. Most women reported using Johnson & Johnson's Baby Powder or Shower to Shower. Fourteen women who reported exclusive use of a cornstarch-based powder were considered unexposed. the average age women began using talc was 20.0 for cases and 19.8 for controls. almost half of users were currently using or had only recently discontinued powder use at the reference date. risk decreased with increased time since last use. the trend for frequency of use was significant, but the trend for years used was flat. Some subjects reported they used talc only seasonally, but our original questionnaire did not capture this detail. a question to capture months-per-yearused was added in 1998 and was available for 54% of cases and 56% of controls. Year-round use was the most common pattern, and more cases than controls used powder year-round. Ors for talc-years among those who reported months-peryear-used are shown as the next-to-final entry in Figure 1 shows the proportions of cases and controls who used talc in the genital area by decade of birth and age at diagnosis or interview. in 13 of the 16 age-and-birth categories, a greater proportion of cases used talc compared with controls. this suggests that the association between genital use of talc and epithelial ovarian cancer is not confined to any particular age or birth cohort.
Powder users, both cases and controls, were more likely to be older, heavier, asthma sufferers, and regular analgesic users (table 2) . By tests for interaction (column 3), the association was significantly greater for women who were african american, had no personal history of breast cancer, had a tubal ligation or hysterectomy, were premenopausal, or were postmenopausal and used Ht. the latter finding, together with the dose-response data, is illustrated in Figure 2 . among the Ht users, 92% used estrogen (alone or in combination), 2% used progesterone alone, and 5% used creams or suppositories. increased epithelial ovarian cancer risk with genital talc use was found in both women who had used estrogen alone or estrogen plus progesterone. too few women used progesterone only Ht or estrogen creams or suppositories to examine risk with talc use in these groups (data not shown (1.15, 2.62), but a clearer trend for increasing risk with talcyears was more apparent in the longer term Ht users (data not shown). to explore the potential interaction between talc use and hysterectomy or tubal ligation, we restricted this analysis to subjects who had either or both procedures (table 3) . For premenopausal women, risk for eOc was increased in women who used talc before the procedure, while risk was elevated for use both before and after the procedure in postmenopausal women who used Ht. no associations were seen in postmenopausal women who had not used Ht. there were too few subjects who had used talc only after a hysterectomy or tubal ligation to permit reliable estimates of risk. returning to table 2, we applied the convention that a variable may be a confounder if adjustment yields a 10% difference compared with the crude Or (or, in our study, compared with the Or of 1.33 adjusted for age, study center, and study phase). a 10% lower or greater change corresponds to an Or ≤1.20 or ≥1.46. as seen in the far right column, the Or of 1.33 for ovarian cancer risk was not materially changed after adjustment for any individual or all variables.
Because Figure 2 suggests that eOc risk with talc varies by menopausal status, we revisited the issue of interaction in etable 1 (http://links.lww.com/eDe/B2) in which subjects are stratified by menopausal status. although few significant interactions were seen, categories for several variables revealed contrasting overall associations and/or clearer dose-responses (Fig. 3) . For premenopausal women, these included women with a BMi > 25, those who had breastfed, those who were not current smokers, and those who consumed more than 2.32 g of alcohol per day. in addition, the association was stronger for both pre-and post-menopausal women who were least likely to have a genetic basis for their ovarian cancer, defined as women with no personal history of breast cancer, without a primary relative with either ovarian cancer or premenopausal breast cancer, and non-Jewish women (etable 1; http://links. lww.com/eDe/B2). no important interactions were observed for postmenopausal women, except for weight and BMi, Ht use, and the combined "genetic" variable .  table 4 shows Ors stratified by menopausal status and histologic subtype of epithelial ovarian cancer. Overall, talc use increased risk for serous and endometrioid invasive and serous borderline tumors with the dose-response most apparent for serous invasive cancer. For premenopausal women, both the overall associations and dose-responses were stronger with serous invasive and serous borderline tumors. Premenopausal women also had an increased risk for mucinous borderline tumors at the highest quartile of talc use Or = 2.28 (1.23, 4.26) and a dose-response. For postmenopausal women, dose-responses were strongest for women with invasive serous and endometrioid tumors. talc use was not associated with clear cell or mucinous invasive epithelial ovarian cancer regardless of menopausal status. the Ors and dose-responses for the combined histologic subtypes relevant to pre-and post-menopausal women are shown in table 5. except for a few categories, these were not materially different than those illustrated in Figure 2 . However, notably, premenopausal women and postmenopausal Ht-users with the relevant subtypes who had accumulated >24 talc-years had Ors (95% ci) of 2.33 (1.32, 4.12) and 2.57 (1.51, 4.36), respectively. www.epidem.com | 341
DISCUSSION
We analyzed case-control data collected over 16 years on talc use and epithelial ovarian cancer risk to address issues related to definition of the exposure, bias and confounding, effect modification, histologic heterogeneity, and doseresponse. talc used regularly in the genital area was associated with a 33% increase in ovarian cancer risk overall while no apparent risk was associated with talc used only in nongenital areas. Our results are consistent with a recent pooled analysis from the Ocac which reported that use of powder on genitals is associated with a 24% increased risk and no effect of nongenital use of talc. 19 there was general agreement on risk by histologic type of epithelial ovarian cancer except that Ocac found an association with clear cell cancer and we did not. the findings from Ocac and our study contrast with null results from the WHi cohort analysis 17 raising the issue of recall bias in case-control studies.
addressing recall bias, we conducted a sensitivity analysis that assumed truly nonexposed cases and controls were accurately classified as unexposed (i.e., specificity 99%) and truly exposed cases were also correctly classified (sensitivity 99%). the Or of 1.33 in our study would be nullified if the sensitivity of correctly classified controls fell to 82% or 18% misclassification. Unfortunately, there are no external records to validate talc use reported by study participants to assess whether this degree of misclassification is reasonable. Somewhat analogous to talc and ovarian cancer is alcohol use and breast cancer. nurses' Health Study investigators examined the latter association both with prospective data collected at baseline and retrospective data obtained by resurveying subjects after diagnosis. 25 they found an (age adjusted) Or for breast cancer of 1.42 associated with 30 or more grams of alcohol/day relative to nondrinkers from the prospective data compared with 1.33 from the retrospective data. this change between two analyses would occur if the sensitivity of controls correctly recalling alcohol use dropped to 91% (or 9% misclassification). this suggests some degree of misclassification in retrospective data but not as great as the 18% required to nullify the association between use of talc on genitals and ovarian cancer risk in our study. no comparable study on talc comparing results from prospective versus retrospective data has been performed. However, several observations are incompatible with the possibility that recall bias explains the association: (1) Ors are generally lower in studies which asked about "ever use" of talc 5, 8, 11 compared with those that specified regular use, 6,7,9,12,13 whereas higher Ors would be expected if cases are more likely to recall limited ever-use; (2) no association with nongenital talc use; (3) risk varies by histologic type; (4) the association is stronger in premenopausal women who are closer in time to talc use and less likely to have forgotten it; and (5) Ors from recent studies 11, 13 are lower than those from earlier ones, 6, 7 whereas increasing publicity about the association over time might lead to greater recall bias and higher Ors in more recent studies. related arguments that cases initiate talc use because of treatment of ovarian cancer or early symptoms of disease also lack merit because we censored exposures 1 year before the date of diagnosis and most talc-users began the habit around age 20-a decade or more before the ovarian cancer diagnosis.
Whether the association is a result of confounding must also be addressed. a 1998 article identified BMi, smoking, and alcohol use as potential correlates of talc use in the general population. 26 in our study, powder users were more likely to be older, from more urban/suburban areas, heavier, asthma sufferers, and regular analgesics users. However, none of these or other table 2 variables altered the overall association by more than 10%, providing no indication of confounding. talc use was also greater in african americans and notably associated with a high, albeit imprecise, Or (and 95% ci) of 5.08 (1.32, 19.6) . this finding clearly requires further study.
the observation that talc users, both case and control subjects, were more likely to say they had asthma has not been previously reported. the link between powder use and asthma may not be fully appreciated from table 2 since women who used talc as a body powder but not to the genital area were classified as nonexposed. Making no body or genital exposure the nonexposed referent group and asthma the outcome, the Ors (and 95% ci) for asthma for body exposure to talc is 1.27 (0.80, 2.03) for cases and 1.02 (0.66, 1.57) for controls. the comparable Or for genital use of talc with or without body use is 1.48 (1.00, 2.18) for cases and 1.45 (1.00, 2.10) for controls. Sixty of 85 cases (70%) with asthma and 57 of 89 (64%) controls reported that talc use predated asthma onset. although chance must be considered a possible explanation for this novel finding, talc is a cause of occupational asthma 27 and respiratory distress has been reported in infants after talc was accidentally inhaled. 28 that asthma may be associated with use of talc is important not only because of health consequences on its own but also because it may shed light on biologic mechanisms potentially relevant to the talc and ovarian cancer association.
although we found no evidence of confounding, we did find several examples of effect modification of the association between talc and epithelial ovarian cancer. Overall, the association was greater in women with no personal history of breast cancer, those who had a tubal ligation or hysterectomy, in premenopausal women, and postmenopausal women who had used Ht. among these factors, perhaps the most important is effect modification of the association by menopausal status and menopausal Ht. apparent lack of an elevated risk for epithelial ovarian cancer from talc use in postmenopausal women without Ht use has not been reported previously. explanations might include that there is no association with talc use in the absence of endogenous or exogenous estrogen, fading memory of past exposures, women who will develop ovarian cancer from talc use leave the at risk pool before they reach menopause, or more complex interactions with multiple risk factors and gene-environment interactions. Of possible relevance, Moorman et al. 29 observed that reproductive events that clearly affect risk in premenopausal women may not affect risk to the same degree in postmenopausal women. Whatever the explanation, our observation challenges the relevance of the WHi study to the ovarian cancer/talc association since only postmenopausal women were enrolled in WHi and Ht use was examined only as a confounder, not an effect modifier. 16 Further study will be necessary to clarify the role that talc may play in postmenopausal women who did not use Ht with a focus on those factors that may increase endogenous estrogen, such as greater BMi.
that the association is more apparent in premenopausal women and in postmenopausal women who used hormonal therapy suggests that estrogen plays a role in the association. in talc inhalation studies conducted by the national toxicology Program, only female rats developed lung tumors. 30 literature on airway inflammation from particulates is also relevant. citing evidence that asthma may be exacerbated during pregnancy, Zhang et al. 31 postulated this may be due to an effect of estrogen on macrophage activity and inflammatory response to particulates normally considered inert, like titanium dioxide (tiO 2 ). their in-vivo studies demonstrated that macrophages from pregnant mice transplanted to nonpregnant recipients conferred an inflammatory phenotype in response to tiO 2 . Such studies should be repeated with talc, another particulate considered "inert."
an exploratory analysis of other potential effect modifiers led to several other observations that may have biologic relevance. the overall associations and dose-responses were "stronger" for premenopausal women who had a greater BMi, had breastfed, were not current smokers, and consumed alcohol (Fig. 3) . Due to the large number of associations tested, chance must be the first explanation considered. However, a common denominator could be prolactin since its levels are higher in women who have greater BMi, 32 breastfed, 33 do not currently smoke, 34 consume alcohol, 35 and are postmenopausal and use Ht. 36 like estrogen, prolactin may have multiple effects on immune cells, especially monocytes and macrophages 37 whose role in scavenging talc in tissue is described. 38 these observations provide a framework for talc carcinogenicity in eOc involving chronic inflammation. 9 Biologic credibility of the talc/eOc association is enhanced by persuasive evidence that inert particles the size of talc, present in the vagina, can migrate to the upper genital tract. in a technique called hysterosalpingoscintigraphy, technetium-labeled albumen microspheres are placed in the vagina and their migration to the upper tract was confirmed using serial scintograms. 39 the microspheres are 5 to 40 μm in diameter-a range which includes the size of sperm and talc. Migration from the vagina is the obvious explanation for why talc can be found in diseased (and some normal) ovaries. 3 Unfortunately, no epidemiologic study of epithelial ovarian cancer and talc has taken the opportunity to determine whether talc can actually be found in tissues removed at surgery and correlated with exposure to talc. a clue to talc's presence is birefringent particles found when slides are examined under polarized-light microscopy. although confirmation that the material is actually talc requires scanning electron microscopy and X-ray dispersion spectroscopy, presence of birefringence is a practical screening technique as illustrated by a case report of a woman with ovarian cancer and long-term talc use who had talc in her pelvic lymph nodes first suggested by birefringence. 40 there are inherent limitations quantifying a doseresponse due to a lack of metrics for how much talc is in an "application," how much enters the vagina, and how much reaches the upper genital tract where, presumably, any deleterious effect is mediated. this may account for the failure to identify a dose-response in many papers on talc and ovarian cancer. Our 1999 study 7 suggested that adjusting total applications by whether the genital tract was "open" (i.e., excluding use after a tubal ligation or hysterectomy and examining use during times when ovulation was occurring) yielded significant dose-responses. Mills et al. 10 found a dose-response by frequency of use. Wu et al., 12 looking at all types of body use, found a dose-response with estimated applications. Merritt et al. 11 reported a significant trend in risk for invasive serous ovarian cancer with years of talc use. the recent Ocac analysis reported no trend with increasing lifetime applications when restricted to talc users. 19 However, an increase in risk with increasing applications was found for nonmucinous epithelial ovarian cancer when nonusers were included. Virtually all papers that have looked at dose-response for talc and epithelial ovarian cancer risk have included nonusers in the trend analysis. in our article, we calculated talc-years and showed that, overall, there is a significant trend for epithelial ovarian cancer risk and talc-years when nonusers are included, and the trend is even more apparent in premenopausal women with certain epithelial ovarian cancer subtypes. in summary, this study on talc and epithelial ovarian cancer has contributed the following perspectives, some new, regarding this association:
(1) Overall, there is an association between genital talc use and eOc and a significant trend with increasing "talcyears" of use. (2) among many epidemiologic variables, no confounders for the association were identified. (3) talc users, both cases and controls, were more likely to report a medical history of asthma. (4) the talc/epithelial ovarian cancer association was largely confined to premenopausal women and postmenopausal women who used Ht. Other potential effect modifiers in premenopausal women included BMi, breastfeeding, current smoking, or alcohol use. these observations may suggest a role for estrogen and/or prolactin, both known to affect macrophage function and inflammatory response. (5) Histologic subtypes of epithelial ovarian cancer more likely to be associated with talc include serous and mucinous borderline tumors and invasive serous and endometrioid tumors. (6) For epithelial ovarian cancer categories based on certain effect modifiers or histologic subtypes, stronger overall associations and dose-responses were observed. (7) the association may be stronger in african americans.
an editorial 17 accompanying the WHi study 16 noted that "several case-control studies have reported associations between talc use and ovarian cancer risk" and "no epidemiologic studies have demonstrated a dose-response" (page 2). We believe these appraisals understate the epidemiologic evidence. there have been dozens of case-control studies and several have, in fact, found a dose-response. the editorial further notes that "it does not seem likely that additional conventional epidemiologic studies will strengthen the evidence for or against talc carcinogenicity" (page 2). We believe the observations made here present a good case for talc carcinogenicity and that reanalyses of existing data from already published studies might provide confirmatory evidence. to encourage consolidation of data, we have provided a copy of the "raw" and derived variables examined in our study to nci dbgaP (available here: http://www.ncbi.nlm.nih.gov/projects/gap/ cgi-bin/study.cgi?study_id=phs001034.v1.p1) as well as the SaS and Stata programs used in this analysis (eappendix 1; http://links.lww.com/eDe/B2).
